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CLAIMS 

I. A metbad far detBcriou and characterization of Mycobacterium 
tuberculosis present in a sample, comprising the steps of: 

(a) obtaining a sputum sample suspected of containing M tuberculosis, 

(b) performing * first sequencing procedure* with or without pnor amplification, 
on the 8 ample, eaid sequencing procedure generating sequencing fragments Jbr evaluation of 
Che tpoB, katG, rpsUsl 2 and 23S genes for the presence of anfihiotfe-resistance inducing 
mutations -wheuM tuberculosis is present in the sample, wherein primers for the sequencing 
of theipoB gcoft are selected such that the generation of .wpiftadng products for ttiic gene is 
indicative of the presence of At tuberculosis m the sample; and 

60 if M. tuberculosis is d etected as a result of generation of sequencing products 
l^-. for the rpoft Bene in step (b), performing a second sequencing procedure, with or without 
CQ prior amplification, on the sample to evaluate at least one additional hi tuberculosis gene for 
the presence of antibiotic-resistance inducing mutations. 

ifl 

1 ' 2. The method of claim I. therein the second sequencing pmcedare 

£3 evaluates PR, embB pncA and gyrA. genes for the presence of antibiotic- resistance mutations. 

<o EH 3. The method of claimX Aether comprising the step of performing a 

u ttwd sequencing procedure When tuberculosis was detected in step (b), separate from the 
first and second sequencing procedures, to evaluate 160/m andmabA genes for the presence 
of antibiotic-reft stance mutations. 

0^ 4. The method of any of claims \ to 3 Twhercin the first sequencing 

pioccdure for ipoB Is performed using amplification primers as set forth in Seq. ED Nos. i 
and 2 and sequencing primers as set forth in Seq. ID. Nos* 3 and 4. 

/ 

^ 5. The method of any of claims t-fo-^rwherein the first sequencing 

procedure tor katG ie performed using amplification primes s as net fbnh In Seq. CD Nos. 6 
and 7 and sequencing primers as set forth in Seq. ID. Nos. 8 and 9. 
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6 The method of any of claims t^wST wherrin. the first sequencing 
procedure for rpsL/sl2 is per&nned losing amplification primers as set fbrfli ill Seq. ID Nos. 
21 and 22 and sequencing primers as set forth in Seq. ID. Nos. 23 find 24, 

/ 

H\ Thft method of any of claims wherein the second sequencing 
procedure for23S is performed using amplification primers as set forth in Seq ID Mob, 46 
and 47 and sequencing primers as set for* in Seq. ID. Nos. 48 and 49, 

/ 

8. Tho method of any of claims t-tfTTJwhertinirbe second sequencing 
procedure foe PR is pcrforoved using amplification primers as set fonh in Seq. ID NosJ 1 1 and 
12 and sequencing primers as set forth in Seq. ID- Nos, 13 and 14. 

/ 

9. Tha method of any of claims wherein the secoad sequencing 
procedure for pncA is performed using amplification primers as set forth in Seq. ID Nos. 36 
and 17 and sequencing primers as set forth in Seq. ID. Nos. 38 and 39. 

/ 

10. The method of any of claims 1 -to 9, wierein ft*e second sequencing 
prooedurc for cmbB is performed using amplification primers as set forth in Seq. ID Noa. 31 
end 32 and sequencing primers as set forth in S«q. ID. Nos. 33 and 34. 

/ - 

11. The method of any of claims i-ttrtO, wherein the second sequencing 
procedure for gyrA is performed using amplification primcis aa sec faith in Seq. ID Nos. 41 
and 42 and sequencing primers as set forth In Soq, ID. Nos. 43 and 44. 

12. The method of any of claims'2-W"rt > therein the third sequencing 
procedure for l6S/rrs is performed using amplification primers as set forth in Seq. IP Nos. 26 
and 27 and sequencing primers as set forth hi Seq, ID. Nos. 28 and 29. 
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13. The method of any of claims frte42; whereto the third sequencing 
procedure for raabA is performed using amplification primers as sec fonh in Seq. ID Nos. 16 
and 17 and sequencing primers as set forth in Seq. ED, Nos. 18 and 19. 

14, A kit for r. valuation of autibiotio-r&sistascc mutations in a sample of 
Mycobacterium tuberculosis, comprising pairs of amplification primers and matched parrs of 
sequencing primers &t amplification and sequencing the at least ftte rpoB, kaiO, ipsL/sl2 and 
23S genes of At tuberculosis, cJi^cxerized in that tbe amplification and sequencing primer 
pah* include at J east one combination of primer pairs selected from *mong: 

(a) amplification primers of Seq. ID Nos. 1 and 2 in combination and sequencing primers 
of Seq. ID Nos. 3 and 4; 

(b) . amplification primers of Seq. TT) Nos. 6 m& 7 in combination and sequencing primers 
of Seq. ID Nos. 8 and 9; 

(c) amplification primers of Seq. ID Nos. 1 1 wid 12 in combination and sequencing 
primers <%f Seq. ID Nos. 13 nnd 14; 

(d) amplification primers of Seq. ID Nos, 1 6 and 1 7 in combination and sequencing 
primers of Seq. ID Nos. 18 and 19; . ^ 

(e) amplification primer? of Seq. ID Nos. 21 and 22 in combination and sequencing 
primers of Seq. ID Nos, 23 and 24: 

(f) amplification primers of Seq. ED Nos. 26 and 27 in combination and sequencing 
primers of Seq. ID Nas. 28 and 29; 

(g) ampli fication primers of Seq. ID Nos. 3 1 and 32 in combination and sequencing 
primers of Seq. ID Nos. 33 and 34; 

(b) amplification primers of Seq. ID Nos. 36 and 37 in combination and sequencing 
primers of Seq, ID Noa. 38 and 39, 

(0 amplification primers of Seq. ID Nos. 41 and 42 in combination and sequencing 
primers of Seq. ID Nos. 43 and 44; and 

01 amplification primers of Seq. ID Nos. 46 and 47 in combination and s&queacing 
primers of Seq. TD Nos r 48 and 49. ^ 
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